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Genetics and functional genomics of legume nodulation
Gary Stacey1, Marc Libault1, Laurent Brechenmacher1,
Jinrong Wan1 and Gregory D May2Gram-negative soil bacteria (rhizobia) within the Rhizobiaceae
phylogenetic family (a-proteobacteria) have the unique ability
to infect and establish a nitrogen-fixing symbiosis on the roots
of leguminous plants. This symbiosis is of agronomic
importance, reducing the need for nitrogen fertilizer for
agriculturally important plants (e.g. soybean and alfalfa). The
establishment of the symbiosis involves a complex interplay
between host and symbiont, resulting in the formation of a
novel organ, the nodule, which the bacteria colonize as
intracellular symbionts. This review focuses on the most recent
discoveries relating to how this symbiosis is established. Two
general developments have contributed to the recent explosion
of research progress in this area: first, the adoption of two
genetic model legumes, Medicago truncatula and Lotus
japonicus, and second, the application of modern methods in
functional genomics (e.g. transcriptomic, proteomic and
metabolomic analyses).
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Introduction
Nodulation is a highly host-specific interaction in which,
with few exceptions, specific rhizobial strains infect a
limited range of plant hosts. Plants secrete (iso)flavonoids
that are recognized by the compatible bacteria, resulting
in the induction of nodulation genes. These nodulation
genes encode enzymes that synthesize a specific lipo-
chitin nodulation signal (Nod signal), which activates
many of the early events in the root hair infection process
[1–5]. During the infection process, the bacteria enter the
plant via the root epidermis and induce the reprogram-
ming of root cortical cell development and the formation
of a nodule. In the most well-studied cases, infectionCurrent Opinion in Plant Biology 2006, 9:110–121occurs through root hairs. The first observable event in
the infection process is the curling of the root hair, which
likely occurs through the gradual and constant reorienta-
tion of the direction of root hair growth. The bacteria
become enclosed within the root hair curl where the plant
cell wall is degraded, the cell membrane is invaginated
and an intracellular tubular structure (i.e. the infection
thread) is initiated. It is within this infection thread that
the bacteria enter the root hair cell and eventually ramify
into the root cortex. Before the infection thread reaches
the base of the root hair cell, the root cortical cells are
induced to de-differentiate, activating their cell cycle and
causing them to divide to form the nodule primordium. In
addition to the cortical cells, pericycle cells are also
activated and undergo some cell divisions. When the
infection thread reaches the cells of the developing
primordium, the bacteria are released into cells via endo-
cytosis. Inside a plant cell, the bacteria are enclosed in
vacuole-like structures (symbiosomes) in which they dif-
ferentiate into bacteroids. It is within these symbiosomes
that the bacteria convert N2 to NH3. The nodule is a true
organ in which there is cellular specialization. For exam-
ple, in addition to infected plant cells, uninfected plant
cells also carry out the function of nitrogen assimilation
and a well-developed symplastic transport system allows
the exchange of nutrients between the nodule and per-
ipheral vascular tissue.
Large gaps remain in our understanding of root hair
infection by rhizobia owing, in part, to the considerable
amount of attention focused only on the pre-infection
signaling events. Even here, current understanding is
largely observational with relatively little information
available on molecular mechanisms (c.f. [1]). More
recently, significant advances have been made through
the analysis of a variety of plant mutants in which early
infection is blocked.
Mutants in which nodulation is defective
have begun to reveal the pathway of Nod
signal recognition
The establishment of Lotus japonicus and Medicago trun-
catula as legume genetic model systems has greatly expe-
dited discoveries concerning the nodulation process [6,7].
Analysis of nodulation-defective plant mutants (Table 1)
has resulted in the development of a rudimentary path-
way for Nod signal recognition (Figure 1).
TheNod- (defective in nodule formation) mutants cannot
form nodules. Perhaps the most interesting are the L.
japonicus nfr1 and nfr5 mutants, formerly known as sym1www.sciencedirect.com
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Table 1
Mutants affected at different stages of early nodule development.
Mutant blocked Mutants Genes mutated Plant species Reference(s)
At Nod factor perception nfr1, nfr5 LysM RK L. japonicus [8,9]
nfp LysM RK M. truncatula [10]
sym10 LysM RK P. sativum [8]
After calcium flux, root-hair deformation dmi2 LRR RK M. truncatula [17]
symrk LRR RK L. japonicus [19]
nork LRR RK M. sativa [17]
sym19 LRR RK P. sativum [21]
dmi1 Ion-channel protein M. truncatula [13]
pollux Ion-channel protein L. japonicus [22]
castor Ion-channel protein L. japonicus [22]
After calcium spiking dmi3 CCaMK M. truncatula [14]
nsp1 GRAS-family TF M. truncatula [28]
nsp2 GRAS-family TF M. truncatula [27]
nin Putative TF L. japonicus [29]
sym35 Putative TF P. sativum [30]
hcl Unknown M. truncatula [25]
After root hair curling, infection thread and nodule-like formation lin Unknown M. truncatula [32]
crinkle Unknown L. japonicus [33]
alb1 Unknown L. japonicus [34]
At controlling of nodule number har1 CLAVATA1-like RK L. japonicus [35]
sym29 CLAVATA1-like RK P. sativum [35]
nark CLAVATA1-like RK G. max [37]
sunn CLAVATA1-like RK M. truncatula [38]
sickle Unknown M. truncatula [40]
klavier Unknown L. japonicus [42]
astray bZIP TF L. japonicus [43]
Abbreviations: alb1, aberrant localization of bacteria inside the nodule1; CCaMK, calcium-calmodulin-dependent protein kinase; dmi, doesn’t make
infections; ers1, ethylene receptor sensitive1; har1, hypernodulation aberrant root 1; hcl, hair curling; lin, lumpy infections; nark, nodule autoregulation
receptor kinase; nfp, nod factor perception; nfr, nod-factor receptor kinase gene; nin, nodule inception; nsp, nodulation signaling pathway; RK,
receptor kinase; sunn, super numeric nodules; sym, symbiotic; TF, transcription factor.and sym5, which appear devoid of early Nod signal per-
ception events. The NFR1 and NFR5 genes were cloned
and shown to encode transmembrane LysM-type serine/
threonine receptor kinases (LysM RLKs) [8,9]. The
LysM domain is the peptidoglycan-binding motif found
in many bacterial peptidoglycan-binding proteins
(Figure 2). Peptidoglycan is a linear chain of b 1!4 N-
acetylmuramic acid and N-acetylglucosamine and, there-
fore, is structurally related to chitin (a b-1!4 linked
polymer of N-acetylglucosamine). Therefore, although
biochemical proof is still lacking, the general consensus is
that NFR1 and NFR5 are the long-sought receptors that
interact directly with the lipo-chitin Nod signal. Because
NFR5 lacks a kinase activationmotif (Figure 2), Radutoiu
et al. [9] proposed that the NFR1 and NFR5 proteins
might form a heteromeric Nod-signal receptor. On the
basis of sequence comparison, NFR1 and NFR5 also
identify two unique clades of LysM RLKs (Figure 2).
Similar mutants, M. truncatula nfp [10] and pea (Pisum
sativum) sym10 [8], which also block early Nod signaling,
were identified and shown to encode LysM RLKs. The
pea sym2 allele from cv. Afghanistan has a phenotype that is
interesting because it controls the recognition of a Nod
signal that has a specific chemical modification (i.e. acet-www.sciencedirect.comylation). Therefore, this allele was suspected early on of
encoding a protein that is directly involved in Nod signal
recognition. Indeed, the corresponding SYM2 locus in M.
truncatula was recently cloned and found to contain a
cluster of LysM RLK genes, of which two (LYK3 and
LYK4) seem to be involved in nodulation [11]. Unlike nfr,
nfp, and sym10, however, the sym2 mutant shows some
early Nod-signal-induced responses (e.g. calcium spik-
ing). The suggestion was made, therefore, that LYK3 and
LYK4 may function in Nod signal induction of infection
thread formation, perhaps in Nod signal induction. These
results suggest that Nod signal recognition is more com-
plex than previously thought, involving a cascade of
receptors that mediate early signaling events and then
subsequent infection, which is mediated by the infection
thread.
It is now clear, from the study of plant mutants that are
defective in nodulation, that nodulation and mycorrhizal
infection are related mechanistically. Kosuta et al. [12]
reported a diffusible ‘Myc signal’ that could induce
MtENOD11 expression, which can also be induced by
the lipo-chitin Nod signal. Thus, signals that are involved
in both nodulation and mycorrhization, if not structurallyCurrent Opinion in Plant Biology 2006, 9:110–121
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Figure 1
The postulated position and interaction between elements of the Nod signal recognition pathway. Colors indicate the various species from
which the specific gene product was identified.similar, might be functionally similar. Indeed, there
appear to be initial branches of the infection pathway
that are specific to either nodulation or mycorrhization.
Other mutants appear tomark a central common infection
pathway, that then diverges to pathways that are specific
to either symbiosis. Examples of mutants that identify
these common components are the doesn’t make infections
mutants (dmi1, dmi2 and dmi3) ofM. truncatula and related
mutants in L. japonicus and pea [13,14]. The response of
M. truncatula plants to a diffusible ‘Myc signal’, produced
by mycorrhizal fungi, was blocked in dmi1, dmi2 and dmi3
mutants [15,16]. The dmi1 and dmi2 genes were recently
cloned and shown to encode a putative cation channel
[13] and a leucine-rich repeat receptor kinase [17], respec-
tively. Since calcium flux and root hair deformation still
occur in the dmi1 and dmi2 mutants, but not in the nfp
mutant, we know that DMI1 and DMI2 act downstream
of NFP in theNF signaling pathway (Figure 1). Recently,
DMI2 was shown to be located in the plasma membrane
and in the infection thread membrane [18]. Indeed, dmi2
mutants were shown to be defective in the formation of
symbiosomes, indicating that the dmi2 gene has a role
beyond initial infection and Nod signal recognition. This
work, as well as that suggesting a role for LYK3 and LYK4
in infection thread development, suggests that Nod signal
recognition remains pertinent to the infection process
beyond the initial penetration of the root by rhizobia.Current Opinion in Plant Biology 2006, 9:110–121Receptor kinases that are orthologous to DMI2 were also
identified from L. japonicus (symbiosis receptor-like
kinase [SYMRK]; [19,20]), M. sativa (nodulation receptor
kinase [NORK]; [17]), and P. sativum (SYM19; [21]).
When originally cloned, because of their phenotype,
these leucine-rich repeat receptor-like kinases (LRR-
RLKs) were suggested to be directly involved in Nod
signal recognition. However, with the discovery of the
LysM RLKs, it is now thought that they function down-
stream, perhaps via a branch pathway that is activated by
the LysM RLKs (Figure 1), but this remains conjecture.
DMI1 orthologous proteins (e.g. POLLUX) were also
identified from L. japonicus [20] and shown to act down-
stream of NFR1 and NFR5 and upstream of intracellular
calcium spiking; as the branching and deformation of the
root hairs still occur in the pollux mutant, but the hair
curling, infection thread formation and calcium spiking
are abolished [22]. Another mutant, called castor, which
has the same phenotype as pollux, was also identified in L.
japonicus. Like POLLUX, the CASTOR protein has a
plastid localization signal sequence. Therefore, Imai-
zumi-Anraku et al. [22] proposed that CASTOR and
POLLUX, both of which are predicted to encode ion-
channel proteins, could form heteromeric complexes that
are responsible for calcium ion flux between the plastids
and cytosol (Figure 1).www.sciencedirect.com
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Figure 2
Sequence analyses of plant LysM RLKs. (a) Phylogenetic analysis of the LysM domains of plant LysM RLKs. Protein sequences were extracted
from the public databases and put through the Pfam web server to query the LysM domains. The derived LysM domain sequences were aligned
using ClustalX (1.83) [73] before generating a parsimony tree using PAUP* version 4.0 Beta [74]. Plant LysM RLKs form two clades, which are
represented by LjNFR1 and LjNFR5, and one undefined clade whose members might have a function other than nodulation. Species abbreviations
are At, Arabidopsis thaliana; Bj, Bradyrhizobium japonicum; Ec, Escherichia coli; Lj, Lotus japonicus; Ml, Mesorhizobium loti; Mt, Medicago
truncatula; Os, Oryza sativa; Ps, Pisum sativum; Pt, Populus trichocarpa. Sm, Sinorhizobium meliloti. (b) ClustalX alignment of kinase domains
of plant LysM RLKs illustrating the absence of activation loop (motif VIII) in NFR5 and its homologs.TheDMI3 gene was also cloned recently and predicted to
encode a calcium-calmodulin-dependent protein kinase
(CCaMK) [14,23]. Unlike dmi1 and dmi2, dmi3 mutants
are not defective in calcium spiking but are still blocked
in nodulation. A similar phenotype is exhibited by nodu-
lation signaling pathway1 (nsp1) and nsp2 mutants. Thus,
the gene products encoded by the NSP genes are pre-
dicted to act downstream of NFR1/NFR5, DMI1 and
DMI2 [14]. Furthermore, genetic analyses placed NSP1
and NSP2 downstream of DMI3 [24–26]. Very recently,
the NSP1 and NSP2 genes were cloned and predicted towww.sciencedirect.comencode putative GRAS-family transcription factors
[27,28]. Both NSP1 and DMI3 were shown to localize
in the nucleus of epidermal and cortical root cells [28],
whereas NSP2 was localized in the nuclear envelope and
endoplasmic reticulum [27]. DMI3 was proposed to be
responsible for transducing the Nod-signal-induced cal-
cium spiking signal [23] and for controlling the expression
(presumably through protein phosphorylation) of NSP1
[28]. Recent microarray work using RNA from these
mutants demonstrates their crucial role in Nod-signal-
induced gene expression.Current Opinion in Plant Biology 2006, 9:110–121
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identified. For example, the nodule inception (nin) mutant
is able to perceive the Nod signal but is unable to form
infection threads, nodule primordia or first cell divisions
in the outer cortex. Therefore, this mutant is defective in
nodule development or initial signal transduction [29].
The NIN gene is a putative transcription factor [29]. An
apparent NIN gene ortholog is encoded by the SYM35
locus in P. sativum [30]. TheM. truncatula hair curling (hcl)
mutant has a phenotype similar to that of the ninmutant.
Although it shows root hair deformation in response to
Sinorhizobium meliloti [31] and displays calcium spiking
[25], hcl is unable to form infection threads or to generate
nodule primordia [25] because of a reduction in cortical
cell divisions [31]. The hcl mutant is defective in micro-
tubule organization and, therefore, the HCL protein
might control microtubule organization and the induction
of root hair curling [31].
The Histogenesis (Hist-) mutants can perceive the lipo-
chitin Nod signal and produce nodule-like structures, but
these structures are defective in tissue differentiation.
TheM. truncatula lumpy infections (lin) mutant is defective
in infection-thread formation in root cortical cells despite
the fact that the early nodulation responses still occur in
this mutant [32]. Therefore, LIN probably acts down-
stream of the first events in the Nod signaling pathwayFigure 3
The involvement of various gene products and other factors in the negative
is primarily shoot controlled but root-controlled hypernodulation was reporte
Current Opinion in Plant Biology 2006, 9:110–121[32]. The crinkle mutant (Ljsym79) from L. japonicus is
defective in plant development (i.e. trichome, seed pod,
and root hair development) and exhibits abnormal nodu-
lation because of an arrested infection thread in the
epidermis [33]. The aberrant localization of bacteria inside
the nodule (alb1) mutant (Ljsym74) is characterized by
ineffective nodules that have enlarged infection threads
full of bacteria and incomplete vascular bundles [34].
This phenotype suggests that the ALB1 gene is involved
in infection thread development, in the release of the
bacteria from the infection thread and in the differentia-
tion of vascular bundles in nodules [34].
Hypernodulation plant mutants
The hypernodulation mutants are capable of forming an
excessive number of nodules when compared with wild-
type plants (Figure 3). For example, the L. japonicus sym78
mutant hypernodulation aberrant root1-1 (har1-1) is a
hypernodulation mutant [35]. The HAR1 gene encodes
a LRR-RLK that shares high homology with CLA-
VATA1, a protein that controls shoot apical meristem
identity [36]. Grafting experiments between HAR1-
defective and wildtype plants showed that hypernodula-
tion is shoot controlled and led to the postulation of a
shoot-localized ligand that controls nodule number [35].
Indeed, hypernodulation appears to be generally shoot-
controlled in mutants of this type. However, the M.and positive regulation of legume hypernodulation. This phenotype
d recently.
www.sciencedirect.com
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ing phenotype was recently found to be under the control
of the root (J Frugoli, pers. comm.).
HAR1 homologous proteins in soybean (nodule autore-
gulation receptor kinase [NARK]) [37], in pea (SYM29)
[35] and in M. truncatula (super numeric nodules
[SUNN]) [38] are also required for the shoot-controlled
regulation of nodule number. The conservation of this
communication between the shoot and the root via CLA-
VATA1-like proteins suggests that plant growth and
development directly affect symbiosis.
Ethylene is a known inhibitor of nodulation and, in
addition to showing hypernodulation, the M. truncatula
SUNN and SICKLE mutants are insensitive to this hor-
mone (reviewed in [39]). Analysis of a sunn skl double
mutant suggested that these two genes act in separate
pathways [40]. Ethylene appears to control the spatial
success of infections and the formation of the nodule
primordium. Expression of the negative-dominant melon
ERS1 ethylene receptor in transgenic L. japonicus con-
ferred ethylene insensitivity with a concomitant increase
in infection thread formation [41]. According to expres-
sion analysis, ethylene perception by ERS1 affects the
expression of NIN but not of SYMRK [41].
The klavier mutant of L. japonicus is hypernodulated but
also shows a variety of other phenotypes (e.g. changes in
leaf morphology, delayed flowering, and dwarfism) [42].
Another L. japonicus mutant, called astray (sym77), which
can form twice the number of nodules formed by the
wildtype, is also affected in non-symbiotic processes, such
as gravitropism and photomorphogenesis. The recent
cloning of ASTRAY [43] revealed it to be an ortholog of
the Arabidopsis gene HY5, which encodes a bZIP tran-
scription factor that is involved in photomorphogenesis.
As more genes that generally affect nodulation are cloned,
it is likely that additional functions will be revealed that
affect both nodule formation and general plant develop-
mental processes.
Did the Nod-factor signaling pathway
evolve from a more ancient chitin signaling
pathway?
The base structure of the Nod signal is a short chitin
polymer (of 3–6 residues). It is therefore similar to the
chitin polymers that can be hydrolytically released from
the cell walls of plant pathogenic fungi. Such chitin
polymers are well characterized as potent elicitors of plant
defense responses in a wide variety of plants, and chitin
perception appears to be evolutionarily well conserved in
flowering plants. Indeed, Day et al. [44] showed that the
Nod signal from Bradyrhizobium japonicum (the symbiont
of soybean) is a weak elicitor of plant defense responses in
soybean. Given this similarity, how does the lipo-chitin
Nod signal induce a beneficial nodulation response,www.sciencedirect.comwhereas chitin induces a strong defense response that
is detrimental to plant–microbe infection?
The structural similarity between the Nod signal and
chitin oligomers clearly suggests a possible relationship
between the plant perception mechanisms for these
signals. Indeed, like the early events in the nodulation
process, chitin oligomer elicitors induce transient mem-
brane depolarization, ion and calcium flux, reactive oxy-
gen generation, and downstream gene expression
(reviewed in [45]). Could the chitin recognition systems
of non-legumes recognize the lipo-chitin Nod signal?
This might indeed be the case as the promoter of the
early nodulin genes (e.g. ENOD12) can be induced by
exogenously added Nod signal and chitin oligomers in
both legumes and non-legumes (e.g. [46]).
As discussed above, two putative GRAS transcription
factors, NSP1 and NSP2, were recently shown to be
directly involved in the regulation of gene expression
in response to the Nod signal [27,28]. Similarly, two rice
GRAS genes, CHITIN-INDUCIBLE GIBBERELLIN-
RESPONSIVE1 (CIGR1) and CIGR2, were also found
to be induced directly by chitin oligomers and the rice
blast fungus but not by phytopathogenic bacteria [47].
Like NSP1 and NSP2, CIGR1 and CIGR2 are localized
in the nucleus. The data suggest that these two rice
GRAS proteins act to regulate gene expression in the
chitin signaling pathway. It will be interesting to see if
more parallels arise as the signaling pathways for the Nod
signal and chitin elicitors are elucidated. It is possible that
the more ancient chitin signaling pathway gave rise to the
Nod signaling pathway, perhaps by gene duplication and
divergence. If so, then one would predict that the chitin
oligomer receptor, which is involved in plant defense, will
be a member of the LysM RLK family. Indeed, LysM
RLKs that have high sequence similarity to the putative
Nod signal receptor are found throughout the plant king-
dom, often in plant species that are not known to interact
with rhizobia (Figure 2). It is also likely that the postu-
lated receptor that recognizes the diffusible ‘Myc factor’
also derives from this same origin.
Functional characterization of nodule
biology through -omics approaches
The application of DNA microarray and transcript profil-
ing studies to nodulation is relatively recent compared
with the various profiling studies conducted on Arabidop-
sis. However, the large numbers of expressed sequence
tags (ESTs) available for legume plants, in addition to
cDNA, oligonucleotide and Affymetrix microarrays, have
made large-scale transcriptomic studies on nodulation
possible. Second-generation high-density arrays also con-
tain probe features that allow the parallel expression of
both host and symbiont genes. Simultaneous expression
profiling of large numbers of genes facilitates the identi-
fication of novel candidate genes that might be implicatedCurrent Opinion in Plant Biology 2006, 9:110–121
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scription profiling studies identified numerous genes
whose relative transcript abundance levels are modulated
during the interaction between the roots of various
legume species and their corresponding rhizobia. A sig-
nificant number of resources are available to support
functional genomic studies of various legumes (Table 2).
The genes identified in these studies include not only
various nodulin genes previously shown to be regulated in
the nodulation process but also many new genes [49,52–
54]. For example, genes encoding proteins that are
involved in various metabolic pathways, such as nitrogen
and carbon metabolism, were found to be upregulated in
L. japonicus, M. truncatula and G. max nodules
[48,49,50,52–54,55]. Numerous genes coding forTable 2
Web based genomic resources for legumes.
Database (URL) Data resou
The Legume Information System
(http://comparative-legumes.org/)
EST, genom
comparativ
The Institute for Genomics Research (www.tigr.org) EST, genom
and pathw
NCBI (www.ncbi.nlm.nih.gov) EST, genom
MtDB–CCGB (www.medicago.org/MtDB/) EST and ge
Medicago EST Navigation System (MENS)
(http://medicago.toulouse.inra.fr/Mt/EST/)
EST and p
OpenSputnik Comparative genomics platform
(http://sputnik.btk.fi/ests)
EST, BLAS
PlantGDB (www.plantgdb.org) EST and B
SoyBase (http://soybase.ncgr.org) EST, genom
pathways,
Sequencing M. truncatula, University of Oklahoma
(http://www.genome.ou.edu/medicago.html)
Genome an
Medicago Genome Database
(http://mips.gsf.de/projects/medicago)
MIPS geno
SIU Soybean Genome (http://soybeangenome.siu.edu/) EST, QTL,
and marke
Kazusa Lotus japonicus (www.kazusa.or.jp/lotus/) EST, genom
M. truncatula Consortium (www.medicago.org/genome/) Linkage ma
clone/mark
Soybean Functional Genomics (Vodkin)
(http://soybeangenomics.cropsci.uiuc.edu/)
Transcripto
Soybean Genomics and Microarray Database
(http://psi081.ba.ars.usda.gov/SGMD/Default.htm)
Transcripto
Noble Foundation (Sumner)
(www.noble.org/2DPage/Search.asp)
Proteomics
M. truncatula Functional Genomics and Bioinformatics
(http://medicago.vbi.vt.edu/)
Transcripto
pathways a
Mt Proteomics (http://www.mtproteomics.fr.st/) Proteomics
Australian National University 2D-PAGE Database
(http://semele.anu.edu.au/)
Proteomics
AlfaGenes (http://ukcrop.net/perl/ace/search/AlfaGenes) EST, genet
BeanGenes (http://beangenes.cws.ndsu.nodak.edu/) Genetic ma
pathology
CoolGenes (http://ukcrop.net/perl/ace/search/CoolGenes) Genetic ma
Abbreviations: BAC, bacterial artificial chromosome; FPC, fingerprint contig;
single sequence repeat.
Current Opinion in Plant Biology 2006, 9:110–121transporters (sugar, peptide, nitrate and H+-ATPase
transporters) were also shown to be upregulated in M.
truncatula and L. japonicus nodules [48,49,50,52,53,
55], suggesting an important role for these transporters
in the exchange of carbon sources and nitrogenous com-
pounds between legumes and rhizobia. In addition, a
large number of genes that are involved in signal trans-
duction (e.g. genes encoding receptor kinases, calmodu-
lins, kinases, and phosphatases), as well as genes coding
for transcription factors (such as Myb transcription factors
and zinc-finger proteins), are upregulated in L. japonicus
and in M. truncatula nodules [49,52,53]. Various
defense-related genes were also regulated during the
nodulation process; for example, genes coding for
enzymes of the phytoalexin biosynthesis pathway (i.e.
phenylalanine ammonia lyase [PAL] and chalcone reduc-rce Represented organism(s)
e, QTL and
e maps
Glycine, Medicago,
Lotus and Phaseolus
e, repeat sequence
ays
Glycine, Medicago and Lotus
e and expression Glycine, G. soja, Medicago,
M. sativa, Lotus and Phaseolus
nome Medicago
athways Medicago
T and SNP Glycine, Medicago, Lotus and
Phaseolus
LAST Glycine, Medicago, M. sativa,
Pisum, Arachis and Phaseolus
e, QTL and genetic maps,
germplasm and literature
Glycine
d BLAST M. truncatula
me M. truncatula
physical map, FPC contigs
rs
Glycine
e and genetic map Lotus
ps, BAC overlap and
er data
M. truncatula
mics Glycine
mics Glycine
Medicago
mics, proteomics, metabolomics,
nd literature
Medicago
Medicago and Sinorhizobium
meliloti
Medicago
ic map and pathways M. sativa
p, gene classification,
and cultivar data
Phaseolus and Vigna
p Cicer and Lens
QTL, quantitative trait loci ; SNP, single nucleotide polymorphism; SSR,
www.sciencedirect.com
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wall modifications (b-1,3-glucanase and peroxidase) and
pathogenesis-related (PR) genes coding for PR10 and a
chitinase. Interestingly, these defense-related genes were
upregulated during the early stage of nodulation and then
decreased in nodules [23,50,52,53], suggesting that the
invading rhizobia suppress the host’s defense strategies to
successfully colonize roots and so form nodules. However,
a large set of genes encoding nodule-specific cysteine-rich
proteins, which have a putative role as antimicrobial
defensins, was upregulated in M. truncatula nodules
[48,56], but their specific metabolic function is
unknown.
Relatively few studies have used DNA microarray ana-
lysis to examine the gene expression responses in rhizo-
bial mutants that are blocked at various stages of
nodulation. As might be expected, Mitra et al. [23] found
no transcriptional response of M. truncatula Nod—
mutants (i.e. nfp, dmi1, dmi2, dmi3, nsp1 and nsp2) to
inoculation by S. meliloti. Consistent with its phenotype,
the hclmutant showed a reduced response to inoculation.
However, the Affymetrix array used for these experi-
ments contained only 9935 M. truncatula genes and,
therefore, a full genome array might yield different
results. (A version of the Affymetrix Medicago GeneChip
genome array featuring over 50 000 M. truncatula EST/
mRNA-based and gene-prediction-based probe sets is
currently available.) Suganuma et al. [51] utilized a
macroarray representing 18 432 non-redundant gene
clones to analyze the response of L. japonicus to a M. loti
sen1 mutant, which forms non-nitrogen-fixing nodules.
The results revealed 18 genes that were significantly
upregulated in the mutant nodules. This set of genes
was enriched in genes encoding hydrolase enzymes,
which might be involved in the senescence of the nodule
tissue. Another 30 genes were significantly downregu-
lated in the mutant nodules. Among these were genes
encoding several known nodulins and enzymes in carbon
and nitrogen metabolism, perhaps reflecting the differing
energy and nitrogen environment in non-fixing nodules.
In addition to DNA-microarray-based transcriptomic stu-
dies, a recent serial analysis of gene expression (SAGE)
study on L. japonicus revealed that 11 antisense tags were
induced during nodulation, suggesting that post-tran-
scriptional gene regulation might also play a role in the
nodulation process [55].
As already discussed above, the rhizobial and mycorrhizal
symbioses with legumes share common crucial compo-
nents in their pathways. Interestingly, with the exception
of a few genes that encode nodulins and proteins involved
in metabolism, cell wall modifications, signal transduc-
tion, and host defense, microarray comparisons revealed
only limited overlap in gene regulation between the
symbioses in M. truncatula and L. japonicus [20,57–59].www.sciencedirect.comGiven that many biological phenomena lack the require-
ment for de novo gene transcription, proteomic approaches
facilitate the investigation of changes in steady-state
protein levels and posttranslational modifications that
may occur during developmental processes. This lack
of a transcriptional requirement can often lead to discre-
pancies between transcript and protein profiling results
for the same gene and gene products. For example,
Becker et al. [60] reported that fluctuations in the tran-
script levels in bacteroid and free-living forms of S.
meliloti did not parallel changes in the abundance of
the corresponding proteins. Proteomic investigations into
nodule biology complement parallel transcription-profil-
ing studies by revealing subtleties that might reflect
differential levels of gene regulation.
Two-dimensional polyacrylamide gel electrophoresis (2-
D PAGE) has been used in protein profiling for the past
20 years. Current 2-D PAGE technology is capable of
resolving 2000–10 000 proteins. Combined with 2-D
PAGE, recent advances in mass spectrometry (MS) tech-
niques and the establishment of protein databases have
greatly facilitated protein identification.
Soybean, Lotus and Medicago have been the subject of
numerous proteomic studies [61–63,64]. These studies
were targeted to various tissues during development or
under biotic and abiotic elicitation. Detailed analyses of
the sub-cellular proteome of M. truncatula root microso-
mal fraction identified 96 of 440 highly resolved proteins
using matrix-assisted laser desorption/ionization-time of
flight (MALDI-TOF) MS [65]. Eighty-three percent of
the proteins identified were obtained through compar-
isons with clustered M. truncatula EST sequences. Since
the root hair is the site of initial rhizobial infection, Wan
et al. [61] developed amethod to isolate soybean root hairs
in sufficient quantity for proteomic analysis. Their data
identified 16 root hair proteins whose abundance
increased within 12 h of inoculation by Bradyrhizobium
japonicum. The accumulation of 11 proteins appeared to
require the lipo-chitin Nod signal as they did not respond
to inoculation with a B. japonicum nodC mutant, which is
defective in Nod signal production.
Several recent studies focused proteomics methods on
examining the changes in host and symbiont protein
profiles during nodule development in L. japonicus, M.
truncatula, and Melilotus alba [66–71]. Using nano-scale
liquid chromatography, Wienkoop and Saalbach [66]
analyzed proteins that are affiliated with the symbiosome
membrane, which surrounds rhizobia in L. japonicus
nodule cells, and identified nutrient-associated transpor-
ters, signaling proteins and proteins that are implicated in
symbiosome biogenesis.
Studies to generate a proteome map of roots of five-day-
old M. truncatula seedlings resolved approximately 2950Current Opinion in Plant Biology 2006, 9:110–121
118 Genome studies and molecular geneticsproteins [67]. Mass fingerprinting of peptides was per-
formed on 485 of the most abundant, of which 179 were
identified by comparison with EST databases. A majority
of the proteins identified, of which PR10-class PR pro-
teins were the most abundant, were metabolic enzymes,
including proteins that are associated with flavanoid bio-
synthesis, or proteins associated with stress conditions.
Approximately 44% of the proteins identified were iso-
forms and were not predicted on the basis of DNA
sequence composition alone [67].
Attempts to establish a proteome map of M. alba nodules
resolved 1700 proteins using silver-stained gels [71]. Of
the 250 proteins upregulated in nodules, 180 were of
bacterial origin. Approximately 100 nodule, bacterial, and
bacteroid proteins were identified using amino-terminal
amino-acid sequencing and MALDI-TOF MS. Seventy
of the identified proteins were novel to nodule tissues. In
this study, 20 root proteins were found to be downregu-
lated upon nodule formation. Proteome comparisons
between cultured bacteria and the bacteroid form were
also made. Steady-state levels of abundance of approxi-
mately 350 proteins were lower in the bacteroid form than
in cultured cells. Many of the downregulated proteins
were associated with nitrogen acquisition, such as gluta-
mine synthase and urease, whereas the relative abun-
dance of 130 proteins was increased in the bacteroid form.
Metabolite profiling is essential to gaining a better funda-
mental understanding of how changes at the levels of
transcription and translation affect cellular function.
Metabolomic studies, unlike proteomics, require a variety
of analytical techniques to profile the low-molecular-
weight metabolites of the cell. Metabolic changes in both
the host and symbiont occur during symbiotic nitrogen
fixation. Until recently, legume metabolite studies were,
in essence, targeted metabolite analyses that focused
upon predetermined families of compounds, such as
amino acids, sugars, and phenolics, with little emphasis
placed upon the characterization of unknown compounds.
A recent report by Desbrosses et al. [72] details protocols
for the measurement and analysis of hundreds of L.
japonicus metabolites using gas-chromatography-coupled
MS. Mass spectral tag libraries that represent known and
unknownmetabolites were created for the flowers, leaves,
roots and nodules of symbiotic plants. ‘Marker metabo-
lites’ were identified for various L. japonicus plant organs,
including nodules, using principle component analysis
and hierarchical cluster analysis [72]. Nodule-enriched
metabolites identified in this study include specific amino
and organic acids, polyols, phosphates and nitrogen-con-
taining compounds. Structural determination of unknown
compounds will aid in unraveling novel biosynthetic
pathways and reveal new opportunities in nodule biology.
One of the first studies to incorporate metabolic profiling
with transcriptomics in the investigation of nodule devel-Current Opinion in Plant Biology 2006, 9:110–121opment revealed several metabolic pathways that are
coordinately upregulated in L. japonicus nodules [49].
These pathways include glycolysis, carbon fixation,
amino-acid biosynthesis, and purine and redox metabo-
lism. Modulation of the transcript abundance of genes,
and their regulators, that are associated with hypoxia,
phosphate-limitation and osmotic stresses also revealed
changes in the physiological status within nodules.
Conclusions
The adoption of model legumes for genetic analysis of
nodulation has led to major advances in our understand-
ing of the initial steps in Nod signal recognition and
subsequent signaling. However, much remains to be
elucidated concerning downstream events and the details
of cellular processes that construct the infection thread
and specialized nodule structures. We are in the early
stages of integrating transcript, protein and metabolite
data for the study of plant–microbe interactions.
Advances in techniques such as laser-capture microdis-
section and improved micro-scale analytical methods will
enable us to gain insight into cell-type specific changes at
the single-cell level. There is still a need to complete the
development of informatics tools for the processing,
visualization and integration of -omics data, including
genome sequence, across legume species (www.compara-
tive-legumes.org). As evident from studies combining
transcriptomics and metabolomics in L. japonicus
[49], these tools will provide correlative insight into
global molecular changes in cellular physiology and will
enhance our understanding of nodule biology. The ulti-
mate goal is a detailed, system-wide understanding of the
fascinating and complex events leading to legume nodule
formation.
Acknowledgements
Special thanks to Xuechang Zhang (University of Missouri) for preparing
Figure 2 and to Debbie Ellis (University of Tennessee) for the
photographs in Figure 3. Ongoing related research in the Stacey
laboratory is funded by grants from the US Department of Energy
(DE-FG02-02ER15309), the National Science Foundation (NSF)
(DBI-0421620), and the National Research Initiative (NRI) of the US
Department of Agriculture (USDA) Cooperative State Research,
Education and Extension Service (2005-35319-16192 and 2004-35604-
14708).
References and recommended reading
Papers of particular interest, published within the annual period of
review, have been highlighted as:
 of special interest
 of outstanding interest
1. Esseling JJ, Emons AMC: Dissection of Nod factor signaling in
legumes: cell biology, mutants and pharmacological
approaches. J Microsc 2004, 214:104-113.
2. Geurts R, Fedorova E, Bisseling T: Nod factor signaling genes
and their function in the early stages of Rhizobium infection.
Curr Opin Plant Biol 2005, 8:346-352.
3. Oldroyd GED, Harrison MJ, Udvardi M: Peace talks and trade
deals, Keys to long-term harmony in legume–microbe
symbiosis. Plant Physiol 2005, 137:1205-1210.www.sciencedirect.com
Genetics and functional genomics of nodulation Stacey et al. 1194. Riely BK, Ane´ J-M, Penmetsa RV, Cook DR: Genetic and
genomic analysis in model legumes bring Nod-factor
signaling to center stage. Curr Opin Plant Biol 2004,
7:408-413.
5. Mulder L, Hogg B, Bersoult A, Cullimore JV: Integration of
signaling pathways in the establishment of the legume–
rhizobia symbiosis. Physiol Plant 2005, 123:207-218.
6. Udvardi MK, Tabata S, ParniskeM, Stougaard J: Lotus japonicus:
legume research in the fast lane. Trends Plant Sci 2005,
10:222-228.
7. Young ND, Mudge J, Ellis THN: Legume genomes: more than
peas in a pod. Curr Opin Plant Biol 2003, 6:199-204.
8. Madsen EB, Madsen LH, Radutoiu S, Olbryt M, Rakwalska M,
Szczyglowski K, Sato S, Kaneko T, Tabata S, Sandal N,
Stougaard J: A receptor kinase gene of the LysM type is
involved in legume perception of rhizobial signals.Nature 2003,
425:637-640.
9.

Radutoiu S, Madsen LH, Madsen EB, Felle HH, Umehara Y,
Gronlund M, Sato S, Nakamura Y, Tabata S, Sandal N,
Stougaard J: Plant recognition of symbiotic bacteria
requires two LysM receptor-like kinases. Nature 2003,
425:585-592.
This paper describes the cloning of the L. japonicus nfr1 and nfr5 genes,
which are predicted to encode two LysM-type serine/threonine receptor
kinases. It is generally thought that these genes encode the Nod signal
receptor.
10. Amor BB, Shaw SL, Oldroyd GE, Maillet F, Penmetsa RV, Cook D,
Long SR, Denarie J, Gough C: The NFP locus of Medicago
truncatula controls an early step of Nod factor signal
transduction upstream of a rapid calcium flux and root hair
deformation. Plant J 2003, 34:495-506 [Erratum: Plant J 2003,
35:140.]
11. Limpens E, Franken C, Smit P, Willemse J, Bisseling T, Geurts R:
LysM domain receptor kinases regulating rhizobial Nod
factor-induced infection. Science 2003, 302:630-633.
12. Kosuta S, Chabaud M, Lougnon G, Gough C, Denarie J,
Barker DG, Becard G: A diffusible factor from arbuscular
mycorrhizal fungi induces symbiosis-specific MtENOD11
expression in roots of Medicago truncatula. Plant Physiol 2003,
131:952-962.
13. Ane JM, Kiss GB, Riely BK, Penmetsa RV, Oldroyd GE, Ayax C,
Levy J, Debelle F, Baek JM, Kalo P et al.: Medicago truncatula
DMI1 required for bacterial and fungal symbioses in legumes.
Science 2004, 303:1364-1367.
14.

Le´vy J, Bres C, Geurts R, Chalhoub B, Kulikova O, Duc G,
Journet EP, Ane JM, Lauber E, Bisseling T et al.: A putative
Ca2+ and calmodulin-dependent protein kinase required for
bacterial and fungal symbioses. Science 2004, 303:1361-1364.
This paper supports the central role of calcium spiking in nodule devel-
opment and mycorrhizal infection. The authors identify DMI3 as a cal-
cium-calmodulin-dependent protein kinase.
15. Weidmann S, Sanchez L, Descombin J, Chatagnier O,
Gianinazzi S, Gianinazzi-Pearson V: Fungal elicitation of signal
transduction-related plant genes precedes mycorrhiza
establishment and requires the dmi3 gene in Medicago
truncatula. Mol Plant Microbe Interact 2004, 17:1385-1393.
16. Olah B, Briere C, Becard G, Denarie J, Gough C: Nod factors and
a diffusible factor from arbuscular mycorrhizal fungi stimulate
lateral root formation in Medicago truncatula via the
DMI1/DMI2 signalling pathway. Plant J 2005, 44:195-207.
17. Endre G, Kereszt A, Kevei Z, Mihacea S, Kalo P, Kiss GB:
A receptor kinase gene regulating symbiotic nodule
development. Nature 2002, 417:962-966.
18. Limpens E, Mirabella R, Fedorova E, Franken C, Franssen H,
Bisseling T, Geurts R: Formation of organelle-like N2-fixing
symbiosomes in legume root nodules is controlled by DMI2.
Proc Natl Acad Sci USA 2005, 102:10375-10380.
19. Capoen W, Goormachtig S, De Rycke R, Schroeyers K,
Holsters M: SrSymRK, a plant receptor essential for
symbiosome formation. Proc Natl Acad Sci USA 2005,
102:10369-10374.www.sciencedirect.com20. Kistner C, Winzer T, Pitzschke A, Mulder L, Sato S, Kaneko T,
Tabata S, Sandal N, Stougaard J, Webb KJ et al.: Seven Lotus
japonicus genes required for transcriptional reprogramming
of the root during fungal and bacterial symbiosis. Plant Cell
2005, 17:2217-2229.
21. Stracke S, Kistner C, Yoshida S, Mulder L, Sato S, Kaneko T,
Tabata S, Sandal N, Stougaard J, Szczyglowski K, Parniske M: A
plant receptor-like kinase required for both bacterial and
fungal symbiosis. Nature 2002, 417:959-962.
22.

Imaizumi-Anraku H, Takeda N, Charpentier M, Perry J, Miwa H,
Umehara Y, Kouchi H, Murakami Y, Mulder L, Vickers K et al.:
Plastid proteins crucial for symbiotic fungal and bacterial
entry into plant roots. Nature 2005, 433:527-531.
This paper describes the cloning of the Castor gene. The plastid localiza-
tion signal on CASTOR and POLLUX lead the authors to propose that
these proteins encode ion channel proteins that modulate calcium flux
across the plastid membrane.
23. Mitra RM, Gleason CA, Edwards A, Hadfield J, Downie JA,
Oldroyd GE, Long SR: A Ca2+/calmodulin-dependent protein
kinase required for symbiotic nodule development: gene
identification by transcript-based cloning. Proc Natl Acad Sci
USA 2004, 101:4701-4705.
24. Catoira R, Galera C, de Billy F, Penmetsa RV, Journet EP, Maillet F,
Rosenberg C, Cook D, Gough C, Denarie J: Four genes of
Medicago truncatula controlling components of a nod factor
transduction pathway. Plant Cell 2000, 12:1647-1666.
25. Wais RJ, Galera C, Oldroyd G, Catoira R, Penmetsa RV, Cook D,
Gough C, Denarie J, Long SR: Genetic analysis of calcium
spiking responses in nodulation mutants of Medicago
truncatula. Proc Natl Acad Sci USA 2000, 97:13407-13412.
26. Oldroyd GE, Long SR: Identification and characterization of
nodulation-signaling pathway 2, a gene of Medicago
truncatula involved in Nod factor signaling. Plant Physiol 2003,
131:1027-1032.
27. Kalo P, Gleason C, Edwards A, Marsh J, Mitra RM, Hirsch S,
Jakab J, Sims S, Long SR, Rogers J et al.:Nodulation signaling in
legumes requires NSP2, a member of the GRAS family of
transcriptional regulators. Science 2005, 308:1786-1789.
28. Smit P, Raedts J, Portyanko V, Debelle F, Gough C, Bisseling T,
Geurts R: NSP1 of the GRAS protein family is essential for
rhizobial Nod factor-induced transcription. Science 2005,
308:1789-1791.
29. Schauser L, Roussis A, Stiller J, Stougaard J: A plant regulator
controlling development of symbiotic root nodules.
Nature 1999, 402:191-195.
30. Borisov AY, Madsen LH, Tsyganov VE, Umehara Y,
Voroshilova VA, Batagov AO, Sandal N, Mortensen A, Schauser L,
Ellis N et al.: The Sym35 gene required for root nodule
development in pea is an ortholog of Nin from Lotus japonicus.
Plant Physiol 2003, 131:1009-1017.
31. Catoira R, Timmers AC, Maillet F, Galera C, Penmetsa RV, Cook D,
Denarie J, Gough C: The HCL gene of Medicago truncatula
controls Rhizobium-induced root hair curling. Development
2001, 128:1507-1518.
32. Kuppusamy KT, Endre G, Prabhu R, Penmetsa RV,
Veereshlingam H, Cook DR, Dickstein R, Vandenbosch KA: LIN, a
Medicago truncatula gene required for nodule differentiation
and persistence of rhizobial infections. Plant Physiol 2004,
136:3682-3691.
33. Tansengco ML, Hayashi M, Kawaguchi M, Imaizumi-Anraku H,
Murooka Y: crinkle, a novel symbiotic mutant that affects the
infection thread growth and alters the root hair, trichome, and
seed development in Lotus japonicus. Plant Physiol 2003,
131:1054-1063.
34. Imaizumi-Anraku H, Kouchi H, Syono K, Akao S, Kawaguchi M:
Analysis of ENOD40 expression in alb1, a symbiotic mutant of
Lotus japonicus that forms empty nodules with incompletely
developed nodule vascular bundles. Mol Gen Genet 2000,
264:402-410.
35. Krusell L, Madsen LH, Sato S, Aubert G, Genua A, Szczyglowski K,
Duc G, Kaneko T, Tabata S, de Bruijn F et al.: Shoot controlCurrent Opinion in Plant Biology 2006, 9:110–121
120 Genome studies and molecular geneticsof root development and nodulation is mediated by a receptor-
like kinase. Nature 2002, 420:422-426.
36. Nishimura R, Hayashi M, Wu GJ, Kouchi H, Imaizumi-Anraku H,
Murakami Y, Kawasaki S, Akao S, Ohmori M, Nagasawa M et al.:
HAR1 mediates systemic regulation of symbiotic organ
development. Nature 2002, 420:426-429.
37. Searle IR, Men AE, Laniya TS, Buzas DM, Iturbe-Ormaetxe I,
Carroll BJ, Gresshoff PM: Long-distance signaling in nodulation
directed by a CLAVATA1-like receptor kinase. Science 2003,
299:109-112.
38. Schnabel E, Journet EP, de Carvalho-Niebel F, Duc G, Frugoli J:
The Medicago truncatula SUNN gene encodes a CLV1-like
leucine-rich repeat receptor kinase that regulates nodule
number and root length. Plant Mol Biol 2005, 58:809-822.
39. Mulder L, Hogg B, Bersoult A, Cullimore JV: Integration of
signalling pathways in the establishment of the legume–
rhizobia symbiosis. Physiol Plant 2005, 123:207-218.
40. Penmetsa RV, Frugoli JA, Smith LS, Long SR, Cook DR:
Dual genetic pathways controlling nodule number in
Medicago truncatula. Plant Physiol 2003, 131:998-1008.
41.

Nukui N, Ezura H, Minamisawa K: Transgenic Lotus japonicus
with an ethylene receptor gene Cm-ERS1/H70A enhances
formation of infection threads and nodule primordia. Plant Cell
Physiol 2004, 45:427-435.
The authors show that expression of the negative dominant melon ERS1
ethylene receptor in transgenic L. japonicus plants confers ethylene
insensitivity and increases nodulation. The authors conclude that ethy-
lene negatively regulates nodulation by regulating NIN gene transcription.
42. Oka-Kira E, Tateno K, Miura K, Haga T, Hayashi M, Harada K,
Sato S, Tabata S, Shikazono N, Tanaka A et al.: klavier (klv), a
novel hypernodulation mutant of Lotus japonicus affected in
vascular tissue organization and floral induction. Plant J 2005,
44:505-515.
43. Nishimura R, Ohmori M, Kawaguchi M: The novel symbiotic
phenotype of enhanced-nodulating mutant of Lotus
japonicus: astray mutant is an early nodulating mutant with
wider nodulation zone. Plant Cell Physiol 2002, 43:853-859.
44. Day RB, Okada M, Ito Y, Tsukada NK, Zaghouani H, Shibuya N,
Stacey G: Binding site for chitin oligosaccharides in the
soybean plasma membrane. Plant Physiol 2001, 126:1162-1173.
45. Shibuya N, Minami E: Oligosaccharide signalling for defence
responses in plant. Physiol Mol Plant Pathol 2001, 59:223-233.
46. Reddy PM, Ladha JK, Ramos MC, Maillet F, Hernandez RJ,
Torrizo LB, Oliva NP, Datta SK, Datta K: Rhizobial
lipochitooligosaccharide nodulation factors activate
expression of the legume early nodulin gene ENOD12 in
rice. Plant J 1998, 14:693-702.
47. Day RB, Shibuya N, Minami E: Identification and
characterization of two new members of theGRAS gene family
in rice responsive to N-acetylchitooligosaccharide elicitor.
Biochim Biophys Acta 2003, 1625:261-268.
48.

Barnett MJ, Toman CJ, Fisher RF, Long SR: A dual-genome
symbiosis chip for coordinate study of signal exchange and
development in a prokaryote–host interaction. Proc Natl Acad
Sci USA 2004, 101:16636-16641.
Genechips carrying approximately 10 000 M. truncatula probes and
probes representing the complete genome of S. meliloti were used to
profile the gene expression of both symbiotic partners in nodules. More
than 200 M. truncatula genes (encoding nodulins, transporters and
regulatory proteins) were significantly upregulated in wildtype nodules,
of which themajority were also upregulated in nodules that were defective
in nitrogen fixation. The development of such tools to assess gene
expression in the plant and the bacteria simultaneously should facilitate
a better understanding of symbiotic interactions. The Genechips were
also used to study the expression profiles of bacteria that were isolated
from nodules and transferred to free-living cultures, as well as those of
bacteria under different treatments.
49.

Colebatch G, Desbrosses G, Ott T, Krusell L, Montanari O,
Kloska S, Kopka J, Udvardi MK: Global changes in transcription
orchestrate metabolic differentiation during symbiotic
nitrogen fixation in Lotus japonicus. Plant J 2004,
39:487-512.Current Opinion in Plant Biology 2006, 9:110–121This manuscript reports the first attempt to integrate transcript and
metabolite profiling to examine metabolic differentiation during nodule
development.
50. Kouchi H, Shimomura K, Hata S, Hirota A, Wu GJ, Kumagai H,
Tajima S, Suganuma N, Suzuki A, Aoki T et al.: Large-scale
analysis of gene expression profiles during early stages of
root nodule formation in a model legume, Lotus japonicus.
DNA Res 2004, 11:263-274.
51.

SuganumaN, Yamamoto A, Itou A, Hakoyama T, BanbaM, Hata S,
Kawaguchi M, Kouchi H: cDNA macroarray analysis of gene
expression in ineffective nodules induced on the Lotus
japonicus sen1 mutant. Mol Plant Microbe Interact 2004,
17:1223-1233.
Macroarrays harboring more than 18 000 L. japonicus probes were used
to compare plant gene expression in wildtype nodules with those from a
sen1 plantmutant. The bacteria in sen1 nodules are unable to differentiate
into nitrogen-fixing bacteroids. Eighteen genes (encoding, for example.
hydrolases) were upregulated and 30 genes downregulated (e.g. encod-
ing transporters, enzymes that are implicated in secondary metabolism
and nodulins) in sen1 nodules. This study is among the first to apply
expression profiling to provide a better understanding of nodule mutant
phenotypes.
52. Colebatch G, Kloska S, Trevaskis B, Freund S, Altmann T,
Udvardi MK: Novel aspects of symbiotic nitrogen fixation
uncovered by transcript profiling with cDNA arrays.
Mol Plant Microbe Interact 2002, 15:411-420.
53. El Yahyaoui F, Kuster H, Ben Amor B, Hohnjec N, Puhler A,
Becker A, Gouzy J, Vernie T, Gough C, Niebel A et al.: Expression
profiling in Medicago truncatula identifies more than 750
genes differentially expressed during nodulation, including
many potential regulators of the symbiotic program.
Plant Physiol 2004, 136:3159-3176.
54. Lee H, Hur CG, Oh CJ, Kim HB, Pakr SY, An CS: Analysis of the
root nodule-enhanced transcriptome in soybean. Mol Cells
2004, 18:53-62.
55.

Asamizu E, Nakamura Y, Sato S, Tabata S: Comparison of the
transcript profiles from the root and the nodulating root of
the model legume Lotus japonicus by serial analysis of gene
expression. Mol Plant Microbe Interact 2005, 18:487-498.
The authors apply SAGE methodology to identify L. japonicus genes that
are expressed in nodule primordia. More than 40 ESTs (e.g. encoding
nodulins and transporters) were more abundant in the nodulating root
library than in the root library. Interestingly, 11 antisense tags were
identified, indicating that the development of nodules might be controlled
by post-transcriptional regulation.
56. Mergaert P, Nikovics K, Kelemen Z, Maunoury N, Vaubert D,
Kondorosi A, Kondorosi E: A novel family in Medicago
truncatula consisting of more than 300 nodule-specific genes
coding for small, secreted polypeptides with conserved
cysteine motifs. Plant Physiol 2003, 132:161-173.
57. Hohnjec N, Vieweg ME, Puhler A, Becker A, Kuster H: Overlaps in
the transcriptional profiles of Medicago truncatula roots
inoculated with two different Glomus fungi provide insights
into the genetic program activated during arbuscular
mycorrhiza. Plant Physiol 2005, 137:1283-1301.
58. Ku¨ster H, Hohnjec N, Krajinski F, El Yahyaoui F, Manthey K,
Gouzy J, Dondrup M, Meyer F, Kalinowski J, Brechenmacher L
et al.: Construction and validation of cDNA-based Mt6k-RIT
macro- and microarrays to explore root endosymbioses in
the model legume Medicago truncatula. J Biotechnol 2004,
108:95-113.
59. Manthey K, Krajinski F, Hohnjec N, Firnhaber C, Puhler A,
Perlick AM, Kuster H: Transcriptome profiling in root nodules
and arbuscular mycorrhiza identifies a collection of novel
genes induced during Medicago truncatula root
endosymbioses.Mol Plant Microbe Interact 2004, 17:1063-1077.
60. Becker A, Berges H, Krol E, Bruand C, Ruberg S, Capela D,
Lauber E, Meilhoc E, Ampe F, de Bruijn FJ et al.: Global changes
in gene expression in Sinorhizobium meliloti 1021 under
microoxic and symbiotic conditions. Mol Mol Plant Microbe
Interact 2004, 17:292-303.
61. Wan J, Torres M, Ganapathy A, Thelen J, DaGue BB, Mooney B,
Xu D, Stacey G: Proteomic analysis of soybean root hairs afterwww.sciencedirect.com
Genetics and functional genomics of nodulation Stacey et al. 121infection by Bradyrhizobium japonicum. Mol Plant Microbe
Interact 2005, 18:458-467.
62. Agrawal GK, Yonekura M, Iwahashi Y, Iwahashi H, Rakwal R:
System, trends and perspectives of proteomics in dicot
plants. Part III: Unraveling the proteomes influenced by the
environment, and at the levels of function and genetic
relationships. J Chromatogr B Analyt Technol Biomed Life Sci
2005, 815:137-145.
63. Watson BS, Asirvatham VS, Wang LJ, Sumner LW: Mapping the
proteome of barrel medic (Medicago truncatula).
Plant Physiol 2003, 131:1104-1123.
64.

Lei Z, Elmer AM, Watson BS, Dixon RA, Mendes PJ, Sumner LW:
A 2-DE proteomics reference map and systematic
identification of 1367 proteins from a cell suspension culture
of the model legume Medicago truncatula.Mol Cell Proteomics
2005, 4:1812-1825.
The authors identify 1367 out of 1661 proteins, including those for
complete metabolic pathways and regulatory complexes. This work
provides a reference map for future comparative proteomic analyses.
65. Valot B, Gianinazzi S, Eliane DG:Sub-cellular proteomic analysis
of a Medicago truncatula root microsomal fraction.
Phytochemistry 2004, 65:1721-1732.
66. Wienkoop S, Saalbach G: Proteome analysis. Novel proteins
identified at the peribacteroid membrane from Lotus
japonicus root nodules. Plant Physiol 2003, 131:1080-1090.
67. Mathesius U, Keijzers G, Natera SHA, Weinman JJ, Djordjevic MA,
Rolfe BG: Establishment of a root proteome reference map
for the model legume Medicago truncatula using thewww.sciencedirect.comexpressed sequence tag database for peptide mass
fingerprinting. Proteomics 2001, 1:1424-1440.
68. Catalano CM, Lane WS, Sherrier DJ: Biochemical
characterization of symbiosome membrane proteins from
Medicago truncatula root nodules. Electrophoresis 2004,
25:519-531.
69. Djordjevic MA, Chen HC, Natera S, Van Noorden G, Menzel C,
Taylor S, Renard C, Geiger O, Weiller GF: A global analysis of
protein expression profiles in Sinorhizobium meliloti:
discovery of new genes for nodule occupancy and stress
adaptation. Mol Plant Microbe Interact 2003, 16:508-524.
70. Djordjevic MA: Sinorhizobium meliloti metabolism in the root
nodule: a proteomic perspective. Proteomics 2004,
4:1859-1872.
71. Natera SHA, Guerreiro N, Djordjevic MA: Proteome analysis of
differentially displayed proteins as a tool for the investigation
of symbiosis. Mol Plant Microbe Interact 2000, 13:995-1009.
72. Desbrosses GG, Kopka J, Udvardi MK: Lotus japonicus
metabolic profiling. Development of gas chromatography–
mass spectrometry resources for the study of plant–microbe
interactions. Plant Physiol 2005, 137:1302-1318.
73. Thompson JD, Gibson TJ, Plewniak F, Jeanmougin F, Higgins DG:
The ClustalX windows interface: flexible strategies for
multiple sequence alignment aided by quality analysis tools.
Nucleic Acids Res 1997, 25:4876-4882.
74. Swofford DL: PAUP*. Phylogenetic Analysis Using Parsimony* (and
Other Methods). Version 4. Sinauer Associates; 2000.Current Opinion in Plant Biology 2006, 9:110–121
